[Abstract] Phagosomes are intracellular organelles in dendritic cells in which pathogens such as viruses, bacteria and parasites are internalised to be proteolysed and killed. Phagosomes are formed by fusion with the plasma membrane, some area of the endoplasmic reticulum as well as the lysosome. This protocol described the purification of phagosomal compartments at different stages of their maturation using magnetic beads.
6. Raise the temperature of the water bath to 37 °C and leave the cells for 20 min (pulse).
7. Stop the reaction by adding 10 ml cold-ice 1x PBS-0.1% BSA and centrifuge for 10 min at 340 x g at 4 °C.
8. Repeat step 7 3 times.
9. Resuspend the cells in 3 ml of BMDCs medium and split the cells in 3 falcon tubes of 15 ml (1 ml of cells each).
10. Add 10 ml cold PBS-0.1% BSA fort = 0 (pulse) and leave on ice, put the other tubes at 37 °C for different times (chase, 40 min and 100 min).
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http://www.bio-protocol.org/e820 12. At the end of the chase, centrifuge the cells at 463 x g for 10 min.
13. Now, perform the following steps on ice.
14. Wash the cells in ice-cold HB buffer. 19. Wash the beads carefully with 1 ml PBS-0.1% BSA and repeat 8x step 16.
20. Resuspend the beads in lysis buffer or RIPA buffer (50 μl) and leave on ice for 15 min.
21. Centrifuge at 13,400 x g for 15 min and freeze the supernatant.
22. Phagosomes are ready to use and can be checked for their purity using a panel of antibodies (EEA1 or TfR for early markers, LAMP1 or Rab7 for late markers, see Figure   1 ). 
